[Abstract] A great way to specifically isolate and quantify proteins in the cell surface membrane is to take advantage of the biotinylation technique. It consists of labeling cell surface proteins with a biotin reagent before lysing the cells, and isolating these tagged proteins by NeutrAvidin pulldown. Then, the samples are subjected to SDS-PAGE separation, transferred to PVDF membranes and probed with specific antibodies. Quantification of cell surface expression is accomplished by densitometric measurement of the bands corresponding to the protein of interest and subsequent normalization by a membrane protein (as control).
14. Lysis buffer LB1, LB2, LB3 (see Recipes) 15. Phosphate-Buffered Saline (PBS) (see Recipes) 16. Saline washing solution (SWS) (see Recipes) 17. 3x Gel loading buffer (see Recipes) 18. SDS-PAGE gel (see Recipes) 19. 5x Running buffer (see Recipes) 20. 10x Western blot transfer buffer (see Recipes)
Equipment Procedure

A. Biotinylation
Note: Perform all incubations on ice.
1. Remove growth media from the cells that you want to study, cultured in 35 mm plates. 11. Incubate the pull-down samples with the 40 µl of NeutrAvidin beads prepared in step 8 overnight in the rotating wheel at slow speed in the cold room.
12. Centrifuge the samples at 16,000 x g, 30 sec at 4 °C.
13. Wash beads once with LB3, twice with LB2, twice with SWS and once with LB1. Each time, add 1 ml of the appropriate solution and centrifuge at 16,000 x g, 30 sec at 4 °C.
14. Resuspend the precipitated proteins in 25 µl of 2x gel loading buffer.
15. Heat the samples at 70 °C for 10 min in the heat block. 
